Supplementary Figure 2. LDH and MDH selectively produce L-2HG. Chiral LC-MS of L-2HG
(left) and D-2HG (right) produced from the indicated concentration of αKG in 6 hr reactions with either no enzyme, LDH purified from bovine heart (5 units/ml), or MDH purified from porcine heart (5 units/ml) in potassium phosphate buffer 33 mM, pH 7.0, with NADH 0.22 mM. Data are the mean L-2HG or D-2HG peak area divided by the peak area of the internal standard (deuterated-2HG) ± s.d. for triplicate reactions from 1 of 2 independent experiments. FLAG-tagged enzymes were purified by immunoprecipitation, and enzyme levels were quantified by electrophoresis with Coomassie staining. k.D., kiloDalton.
Supplementary
Supplementary Figure 10 . Intracellular pH in experimental media conditions. Intracellular pH was measured using the fluorescent probes SNARF-1 and BCECF (see Online Methods) after 4 hr incubation in the indicated condition. Media conditions were DMEM with addition of vehicle (purple), DMEM with addition of cell-permeable dimethyl-αKG 5 mM (red), DMEM titrated to pH 6.0 with addition of vehicle (orange), or DMEM titrated to pH 6.0 with addition of cell-permeable dimethyl-αKG 5 mM (yellow). Data are mean ± s.d. for 24 total replicates for each condition from 4 independent experiments (2 with SNARF-1 and 2 with BCECF).
